. (A) Determination of optimal protein concentration in the reconstitution reaction by titration in the pre-mixed regimen. Titration was done in the D-loop assay using the 563-mer ssDNA (4 nM or 2.2 µM nt) and all proteins. Conditions were as described in Figure 1 . In each set of titration reactions, only the concentration of one protein was varied as indicated in the figure, the concentrations of the remaining proteins were kept constant. The concentration indicated by an asterisk was used in all experiments presented in this paper, unless otherwise indicated. (B) Purified budding yeast proteins Mei5-Sae3 and RPA were analyzed on 15% SDS-PAGE. The other proteins used in reconstitution experiments were as documented in references cited in MATERIALS AND METHODS. Analyses of ssDNA 90C and 90NF were on denaturing and native gels. The 35-mer and 55-mer ssDNA were size markers. The DNAs in the agarose gel were first stained and visualized with ethidium bromide, followed by staining the same gel with SYBR-gold. Ethidium bromide intercalates at the folded helices of 90C, but does not react with 90NF which lacks secondary structure. SYBR-gold stains both ssDNA and dsDNA. Figure S10 . Binding of Hop2-Mnd1 to dsDNA under the D-loop assay condition in the presence and absence of ssDNA and RPA as revealed by fluorescence polarization. Hop2-Mnd1 (0.2 µM) binding was to Alexa Fluor-488 labeled 162 bp double-hairpin duplex DNA (5 nM) at 37˚C for 30 min. RPA (0.2 µM) and 90C ssDNA (30 nM) were added as indicated. Reaction components inside the parenthesis were preincubated at 37˚C for 7 min. mP indicates millipolarization unit. n = 3, ± s.e.m.
